Abstract
Introduction
Hepatocellular carcinoma (HCC) is a common and deadly cancer. The prevalence of HCC is increasing in developed countries. In general, the prognosis for untreated HCC is poor, and curative treatments include surgical resection and liver transplantation [1] [2] [3] [4] . HCC frequently recurs after curative resection, leading to high mortality, though recurrence occurs only at intrahepatic sites in 68-96% of HCC patients [5, 6] . Stringent follow-up of HCC patients after resection is therefore essential and postIvyspring International Publisher operative surveillance using imaging should be intensified.
Most cases of HCC are attributable to hepatitis virus-related chronic liver disease such as chronic infection by the hepatitis B virus (HBV) and hepatitis C virus (HCV). Nevertheless, a substantial proportion of HCC patients are negative for markers of HBV surface antigen (HBsAg) and HCV antibody (HCVAb), i.e., non-B and non-C HCC (NBNC-HCC). The frequency of NBNC-HCC has been reported to be 5-15% and the number and ratio of NBNC-HCC in Japan has been increasing gradually [7] [8] [9] [10] [11] [12] .
Clinical characteristics and outcomes in patients with HBV-related HCC (B-HCC) or HCV-related HCC (C-HCC) have been examined fully in previous decades. Owing to improvements in screening programs for HCC development in high-risk populations, small HCCs have been detected with increasing frequency, especially in areas in which the disease is endemic. [2, 3] However, few data regarding clinical characteristics and outcomes in NBNC-HCC are available. This is despite the fact that several investigators reported that NBNC-HCC patients had a poorer prognosis than hepatitis virus-related HCC patients because HCCs in NBNC-HCC patients were often detected at an advanced stage incidentally without follow-up [3, 7, 8, 9, 13] . Thus, there is an urgent need for investigation of the clinical characteristics and outcomes in patients with NBNC-HCC.
The aims of the present study were to compare clinicopathologic data and long-term clinical outcomes between patients with NBNC-HCC who underwent curative resection and those with B-HCC/C-HCC who underwent curative resection.
Patients and methods
Written informed consent was obtained from all patients before resection. The study comprised a retrospective analysis of patient records, and all treatments were conducted in an open-label manner. The Ethics Committee of Osaka Red Cross Hospital (Osaka, Japan) approved the study protocol. The study protocol complied with all of the provisions of the Declaration of Helsinki. The need for written informed consent was waived because the data were analyzed retrospectively and anonymously.
Patients
Patients were selected for resection based on assessments of tumor characteristics, liver function, remnant liver volume and general status through discussion with experienced surgeons, radiologists and physicians. Patients who did not wish to undergo surgery, those with intractable ascites, and those with poor liver function were excluded from consideration for resection.
Curative resection was carried out in 497 treatment-naïve HCC patients at the Department of Surgery, Osaka Red Cross Hospital (Osaka, Japan) between December 1999 and December 2012. Curative surgery was defined as resection of all tumors detectable using imaging. Of these subjects, we excluded 6 patients with surgery-related death, 6 with positive for both HBsAg and HCV Ab, 1 with autoimmune hepatitis, 1 with primary biliary cirrhosis, and 8 with alcoholic cirrhosis. Therefore, 475 HCC patients who underwent resection were assessed. The study cohort comprised: 129 patients with non-B and non-C virus HCC (NBNC-HCC; group A) who were negative for HBsAg and HCVAb; 62 patients with HBV-related HCC (B-HCC; group B) who were positive for HBsAg and negative for HCVAb; and 284 patients with HCV-related HCC (C-HCC; group C) who were negative for HBsAg and positive for HCVAb.
All surgical procedures were carried out by one of four surgeons with ≥10 years of experience of resection. Anatomical resection was defined as resection in which tumors were removed completely anatomically on the basis of the Couinaud classification (segmentectomy, sectionectomy, and hemihepatectomy or extended hemihepatectomy). Nonanatomical partial resection was carried out as a limited resection or tumor enucleation.
Anatomical resection was undertaken in 73 patients in group A, 30 in group B and 98 in group C. Non-anatomical resection was carried out in 56 patients in group A, 32 in group B and 186 in group C.
We compared baseline clinical characteristics, pathological findings and clinical outcomes including overall survival (OS) and recurrence-free survival (RFS) among these three groups.
HCC and the diagnosis of liver cirrhosis (LC)
HCC was diagnosed using abdominal ultrasound and dynamic computed tomography (CT; hyper-attenuation during the arterial phase in all or some part of the tumor and hypo-attenuation in the portal-venous phase) and/or magnetic resonance imaging (MRI) based mainly on the recommendations of the American Association for the Study of Liver Diseases [14] . Arterial-and portal-phase dynamic CT images were obtained at approximately 30 s and 120 s, respectively, after the injection of contrast material. HCC stage was determined using the staging system set by the Liver Cancer Study Group of Japan [15] . HCC was confirmed by pathological means in resected specimens at surgery except in patients with complete necrosis due to pretreatment transcatheter arterial chemoembolization (TACE; n=31). LC was diagnosed by pathological means in resected specimens.
Follow-up
Follow-up after surgery comprised periodic blood tests and monitoring of the tumor markers α-fetoprotein (AFP) and des-γ-carboxy prothrombin (DCP) using chemiluminescent enzyme immunoassays (Lumipulse PIVKAII Eisai; Eisai, Tokyo, Japan). Dynamic CT images and/or MRI were carried out every 3-4 months after resection. Chest CT, whole abdominal CT, brain MRI, and bone scintigraphy were done if recurrence of extrahepatic HCC was suspected.
Statistical analyses
Data were analyzed using univariate and multivariate analyses. Continuous variables were compared using unpaired t-tests. Categorical variables were compared using the Fisher exact test. Time-to-recurrence was defined as the interval between surgery and the first confirmed recurrence. For analyses of RFS, follow-up ended at the time of first recurrence; other patients were evaluated at their last follow-up visit or the time of death from any cause without recurrence. For analyses of OS, follow-up ended at the time of death from any cause, and the remaining patients were evaluated at the last follow-up visit. The prevalence of cumulative OS and RFS was calculated using the Kaplan-Meier method, and tested using the log-rank test. The Cox proportional hazards model was used for multivariate analyses of factors considered significant in univariate analyses or close to it (P<0.1). These statistical methods were used to estimate the interval from surgery. Data were analyzed using SPSS software (SPSS, Chicago, IL, USA) for Microsoft Windows. Data are the means ± standard deviation (SD). P<0.05 was considered significant.
Results

Clinical characteristics among the three groups
The baseline clinical characteristics of the three groups are shown in Table 1 . The mean observation periods in the three groups were 3.8 ± 2.9 years in group A, 4.1 ± 3.0 years in group B and 4.1 ± 2.9 years in group C. The proportion of patients with non-LC in group A was significantly higher than that in group B (P=0.008) or group C (P<0.001). The mean value of the platelet count in group A was significantly higher than that in group B (P=0.005) or group C (P<0.001), suggesting that subjects in group A had better liver function than those in groups B or C. The maximum tumor size in group A was significantly larger than that in group B (P=0.001) or group C (P<0.001). The mean value of the body mass index (BMI) and the proportion of patients with diabetes mellitus (DM) in group A were significantly higher than those in group B (BMI, P=0.008; DM, P<0.001) or group C (BMI, P=0.002; DM, P<0.001), suggesting that group-A patients had a higher prevalence of metabolic disorders as compared with group-B or group-C patients. With regard to tumor histology, significantly better tumor differentiation in group A was observed than in group B (P<0.001) or group C (P=0.021).
OS among the three groups
The cumulative 1-, 3-and 5-year OS rates after resection in each group were 96%, 76% and 63%, respectively, in group A; 98%, 79% and 63%, respectively, in group B; and 90%, 72% and 53%, respectively, in group C. In terms of OS, there was no overall significant difference among these three groups (A vs. B; P=0.638; A vs. C; P=0.090; B vs. C; P=0.091, overall significance; P = 0.088) ( Figure 1 ).
Fig 1.
Cumulative overall survival (OS) for all cases (n=475). The cumulative 1-, 3-and 5-year OS rates after resection in each group was 96%, 76% and 63%, respectively, in group A (n=129), 98%, 79% and 63%, respectively, in group B (n=62) and 90%, 72% and 53%, respectively, in group C (n=284). In terms of OS, there was no overall significant difference among these three groups (A vs. B, P=0.638; A vs. C, P=0.090; B vs. C, P=0.091; overall significance; P=0.088).
Fig 2.
Cumulative recurrence-free survival (RFS) for all cases (n=475). The cumulative 1-, 3-and 5-year RFS rates after resection in each group was 68%, 38% and 26%, respectively, in group A, 68%, 36% and 22%, respectively, in group B and 68%, 36% and 20%, respectively, in group C. In terms of RFS, there was no overall significant difference among these three groups (A vs. B, P=0.528; A vs. C, P=0.281; B vs. C; P=0.944; overall significance, P=0.557).
RFS among the three groups
The cumulative 1-, 3-and 5-year RFS rates after resection in each group were 68%, 38% and 26%, respectively, in group A; 68%, 36% and 22%, respectively, in group B; and 68%, 36% and 20%, respectively, in group C. In terms of RFS, there was no overall significant difference among these three groups (A vs. B, P=0.528; A vs. C, P=0.281; B vs. C, P=0.944; overall significance, P=0.557) (Figure 2 ).
Univariate and multivariate analyses of factors contributing to OS and RFS for all cases (n=475)
Univariate analyses was used to identify the following as significant factors linked to OS: HCC stage (P<0.001); maximum tumor size >4 cm (P=0.001); tumor number (P<0.001); LC (P<0.001); serum albumin >3.9 g/dL (P<0.001); alkaline phosphatase (ALP) >300 IU/L (P=0.013); gamma glutamyl transpeptidase (GGT) >80 IU/L (P=0.026); prothrombin time (PT) >88% (P=0.006); AFP >20 ng/mL (P<0.001); DCP >200 mAU/mL (P=0.003); and microscopic vascular invasion (MVI) (P<0.001) as significant factors contributing to OS (Table 2) . Multivariate analyses involving 12 factors with P<0.1 in the univariate analysis identified HCC stage (P=0.039), maximum tumor size >4 cm (P=0.029), LC (P=0.006), serum albumin >3.9 g/dL (P=0.002), AFP >20 ng/mL (P=0.001) and MVI (P=0.003). The hazard ratios (HRs) and 95% confidence intervals (CIs) for these factors are detailed in Table 3 .
Univariate analyses identified HCC stage (P<0.001), maximum tumor size >4 cm (P=0.025), tumor number (P<0.001), LC (P<0.001), serum albumin >3.9 g/dL (P=0.044), ALP >300 IU/L (P=0.001), GGT >80 IU/L (P<0.001), PT >88 % (P=0.033), BMI >23 kg/m 2 (P=0.022), AFP >20 ng/mL (P<0.001), DCP >200 mAU/mL (P=0.005) and MVI (P<0.001) as significant factors associated with RFS (Table 2) . Multivariate analyses involving 15 factors with P<0.1 in the univariate analysis identified LC (P=0.020), GGT (P=0.008), BMI >23 kg/m 2 (P=0.022), AFP >20 ng/mL (P=0.006) and MVI (P<0.001) as significant factors contributing to RFS. The details of HRs and 95% CIs for these factors are shown in Table 3 . Table 2 . Univariate analysis of factors contributing to overall survival (OS) and recurrence-free survival (RFS) after surgical resection for all cases (n=475). 
HCC recurrence in the three groups
HCC recurrence during the follow-up period was observed in 81 (62.8%) patients in group A, in 44 patients (71.0%) in group B and in 199 patients (70.1%) in group C. The patterns of HCC recurrence after resection in group A were: single HCC recurrence in the liver in 30 patients; multiple HCC recurrences in the liver in 40 patients; and multiple HCC recurrences in the liver with extrahepatic metastases in 11 patients. The patterns of HCC recurrence after resection in group B were: single HCC recurrence in the liver in 20 patients; multiple HCC recurrences in the liver in 19 patients; and multiple HCC recurrences in the liver with extrahepatic metastases in 5 patients. The patterns of HCC recurrence after resection in group C were: single HCC recurrence in the liver in 76 patients; multiple HCC recurrences in the liver in 108 patients; multiple HCC recurrences in the liver with extrahepatic metastases in 14 patients; and single brain metastasis in 1 patient.
Treatment methods for the first recurrence in group A were: resection in 6 patients; radiofrequency ablation (RFA) in 34 patients; TACE in 23 patients; systemic chemotherapy in 4 patients; radiation therapy in 1 patient and no specific treatment in 13 patients. The treatment methods used for the first recurrence in group B were: resection in 3 patients; RFA in 21 patients; TACE in 11 patients; percutaneous ethanol injection (PEI) in 2 patients; systemic chemotherapy in 2 patients, radiation therapy in 2 patients and no specific treatment in 3 patients. The treatment methods used for the first recurrence in group C were: resection in 15 patients; RFA in 94 patients; TACE in 62 patients; PEI in 6 patients; systemic chemotherapy in 3 patients, radiation therapy in 5 patients and no specific treatment in 14 patients.
Causes of death in the three groups
Forty-three patients (33.3%) in group A, 20 (32.3%) patients in group B and 140 patients (49.3%) in group C died during follow-up. The causes of death in each group were: HCC recurrence (32 patients), liver failure (4 patients) and miscellaneous (7 patients) in group A; HCC recurrence (16 patients), liver failure (4 patients) and miscellaneous (0 patient) in group B; HCC recurrence (95 patients), liver failure (26 patients) and miscellaneous (19 patients) in group C.
Subgroup analyses in patients with LC and without LC
The proportion of patients with LC was significantly lower in group A than that in group B or group C and it is considered to be a major confounder. Hence, we conducted subgroup analyses in patients with LC (n=262) and without LC (n=213 (Figures 3A and 3B ). In the univariate analysis of factors contributing to OS, HCC stage (P<0.001), maximum tumor size >4 cm (P=0.012), tumor number (P=0.003), serum albumin >3.9 g/dL (P=0.010), AFP >20 ng/mL (P=0.001), DCP >200 mAU/mL (P=0.008) and MVI (P<0.001) were significant predictors (Table 4 ). In the multivariate analysis involving nine factors with P<0.1 in the univariate analysis, serum albumin >3.9 g/dL (P<0.001), platelets >13×10 4 /mm 3 (P=0.030), AFP >20 ng/mL (P=0.002) and MVI (P=0.001) were significant factors associated with OS. The HRs and 95% CIs of these factors are listed in Table 4 . In the univariate analysis of factors contributing to RFS, HCC stage (P<0.001), tumor number (P<0.001), GGT >80 IU/L (P=0.021), AFP >20 ng/mL (P=0.001), DCP >200 mAU/mL (P=0.027) and MVI (P<0.001) were significant predictors (Table 4 ). In the multivariate analysis involving seven factors with P<0.1 in the univariate analysis, BMI >23 kg/m 2 (P=0.043), AFP >20 ng/mL (P=0.003) and MVI (P=0.001) were significant factors associated with RFS. The HRs and 95% CIs of these factors are shown in Table 4 . and 4B ). In the univariate analysis of factors contributing to OS, HCC stage (P=0.001), maximum tumor size >4 cm (P=0.001), tumor number (P=0.008), serum albumin >3.9 g/dL (P=0.010), GGT >80 IU/L (P=0.038), AFP >20 ng/mL (P=0.028), DCP >200 mAU/mL (P=0.011) and MVI (P=0.015) were significant predictors (Table 5 ). In the multivariate analysis involving seven factors with P<0.1 in the univariate analysis, maximum tumor size >4 cm (HR, 0.477; 95% CI, 0.264-0.864; P=0.015) was the only significant predictor associated with OS. In the univariate analysis of factors contributing to RFS, HCC stage (P<0.001), maximum tumor size >4 cm (P=0.002), tumor number (P<0.001), ALP >300 IU/L (P=0.002), GGT >80 IU/l (P<0.001), AFP >20 ng/mL (P =0.044), DCP >200 mAU/mL (P=0.010) and MVI (P=0.004) were significant predictors (Table 5 ). In the multivariate analysis involving 11 factors with P<0.1 in the univariate analysis, GGT >80 IU/L (HR, 0.642; 95% CI, 0.435-0.949; P=0.026) was the only significant factor associated with RFS (Table 5) .
Subgroup analyses in patients who satisfied the Milan criteria
We also carried out subgroup analyses in 288 patients who satisfied the Milan criteria (<3 cm in size within three nodules or single nodule <5 cm in size). They included 59 patients in group A, 41 in group B and 188 in group C. In terms of OS and RFS, the difference among the three groups failed to reach significance (Figures 5A and 5B) . In the univariate analysis of factors contributing to OS, LC (P<0.001), serum albumin >3.9 g/dL (P=0.002), PT >88% (P=0.029), AFP >20 ng/mL (P=0.002) and MVI (P<0.001) were significant predictors (Table 6 ). In the multivariate analysis involving nine factors with P<0.1 in the univariate analysis, LC (P=0.013) and MVI (P<0.001) were significant factors associated with OS. The HRs and 95% CIs for these factors are detailed in Table 6 . In the univariate analysis of factors associated with RFS, tumor number (P=0.002), LC (P=0.001), GGT >80 IU/L (P=0.001), BMI >23 kg/m 2 (P=0.008), AFP >20 ng/mL (P=0.007) and MVI (P=0.001) were significant predictors (Table 6 ). In the multivariate analysis involving 12 factors with P<0.1 in the univariate analysis, tumor number (P=0.011), LC (P=0.005), GGT >80 IU/l (P=0.005), BMI >23 kg/m 2 (P=0.008), and MVI (P<0.001) were significant factors associated with RFS. The HRs and 95% CIs for these factors are detailed in Table 6 . Table 5 . Univariate and multivariate analysis of factors contributing to overall survival (OS) and recurrence-free survival (RFS) after surgical resection in patients without liver cirrhosis (n=213). 
OS
Discussion
Even though the number of patients with NBNC-HCC in Japan has been increasing gradually, the long-term clinical outcomes of patients with NBNC-HCC have not been examined fully [10] . In general, NBNC-HCC patients have been reported to have poor prognosis, since in these patients, HCCs tend to be diagnosed at an advanced stage due to the absence of surveillance programs for early HCC detection. However, whether NBNC-HCC patients who undergo curative resection have a worse prognosis than hepatitis virus-related HCC patients who undergo curative resection is controversial. Hence, we conducted the comparative study described here.
In our analyses, in terms of OS and RFS, the difference among the three groups did not reach significance. In addition, similar results were obtained in subgroup analyses in patients with LC, those without LC and those who met the Milan criteria. These results suggested that clinical outcomes in NBNC-HCC patients after curative resection were comparable with those in patients with B-HCC or C-HCC after curative resection. This lack of difference in survival after curative resection may be because NBNC-HCC is associated with larger tumors but a better hepatic functional reserve. Conversely, the proportion of liver-unrelated death in group A was the highest among the three groups In their large study, Li et al. reported that females with NBNC-HCC had a poorer prognosis than did males with NBNC-HCC [16] . However, in the present study, in NBNC-HCC patients, no significant difference between males and females was observed in terms of OS (P=0.451) and RFS (P=0.715). Our relatively small patient cohort with NBNC-HCC as compared with that in their study (n=129 in our study vs. n=675 in their study) may be associated with these discrepancies.
The mean tumor size in group A was significantly larger than that in group B or group C. However, in terms of HCC stage, the difference among the three groups did not reach significance. One possible reason for these findings is that (as mentioned above), in NBNC-HCC patients, HCCs are often detected at an advanced stage and are not eligible for curative resection, so such patients were excluded from the current study. Conversely, the proportion of patients with non-LC or metabolic disorders such as DM in group A was significantly higher than that in group B or group C and, with respect to tumor histology, significantly better tumor differentiation was observed in group A. Our results suggested different carcinogenic pathways between hepatitis virus-unrelated liver disease and hepatitis virus-related liver disease. Fibrosis-cirrhosis-hepatocarcinogenesis, which has been clearly recognized as multistep progression in previous studies, may not be the main carcinogenic pathway in patients with hepatitis virus-unrelated liver disease [17] [18] [19] [20] [21] [22] .
In terms of OS, serum albumin was a significant predictor via multivariate analyses for all cases and, for patients with LC, and presence of LC was an independent factor for all cases and for patients who satisfied the Milan criteria. These results suggest that maintaining liver function after curative resection is essential for optimizing clinical outcomes. In HCC patients with poor hepatic functional reserve who underwent curative resection, therapy with branched-chain amino acids may be effective [23] [24] [25] . Conversely, AFP, tumor stage, maximum tumor size and MVI were independent predictors associated with OS. Clinicians should thus be alert to not only liver function-related factors but also tumor-related factors even after curative resection for improving survival.
In terms of RFS, interestingly, the BMI >23 kg/m 2 was a significant factor via multivariate analyses for all patients, for patients with LC, and for patients who fulfilled the Milan criteria (although the reasons for these findings are unclear). Only 24 patients (5.1%) had a BMI of >30 kg/m 2 , which is defined as obesity according to the WHO classification, so it is difficult to conclude that obesity is related to a worse prognosis in HCC patients who underwent curative resection [26] . Also, GGT was an independent predictor linked to RFS for all patients, for patients without LC and for patients who met the Milan criteria. Several investigators demonstrated that a high level of GGT was related to a higher incidence of HCC development and HCC recurrence [27, 28] . Ju et al. reported that a high GGT level was associated with tumor size and lower serum albumin level [29] . In HCC patients with a high level of GGT before resection, careful follow-up examination after resection is needed. Conversely, it is not surprising that MVI was an independent predictor linked to RFS. In general, HCC has a high tendency to invade the portal and hepatic veins [30] . The predictive value of MVI for survival after curative resection for HCC may be explained by the fact that MVI caused by tumor cells provides an important route for intrahepatic metastasis, and therefore can lead to higher prevalence of HCC recurrence [31] .
A limitation of this study is related to its retrospective study design. Only patients who underwent curative resection were included, so there is a potential for bias in the patient population. Thus, our results are not applicable to HCC patients who could not undergo curative therapy. Another limitation is that the sample sizes among the three groups were not well-balanced for survival analyses. These size limitations may have masked further differences in clinical outcomes in each group. Therefore, a well-characterized prospective study will be needed in the future. However, our results demonstrated that NBNC-HCC patients who underwent curative resection have a similar prognosis as compared with that of hepatitis virus-related HCC.
In conclusion, long-term clinical outcomes in NBNC-HCC patients after curative resection were comparable with those in B-HCC and C-HCC patients after curative resection.
